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Cellular fractionation
Soluble proteins were removed by extraction in cytoskeletal buffer (CSK) (10 mM PIPES pH 6.8, 300 mM sucrose, 100 mM NaCl, 3 mM MgCl 2 , 1 mM EGTA, and 0.5% v/v Triton-X-100) for 10 minutes at 4 o C. Pellets were washed once with CSK buffer, lysed in SDS sample buffer (2% w/v SDS, 50 mM Tris-HCl pH 7.4, 10 mM EDTA), boiled for 15 min, followed by sonication for 10 s at 10% amplitude using a Fisher Scientific Model 500 Ultrasonic Dismembrator.
Chromosome breakage and cytotoxicity assays
For chromosome breakage assays, cells were incubated in the absence or presence of MMC for 18-24 h. Prior to harvesting, cells were treated with 0.1 µg/ml Colcemid (Gibco/Invitrogen) for 2 h. Cell pellets were incubated in 0.075 M KCl at 37°C for 18 min, followed by fixation in Carnoy's fixative (3:1 methanol:glacial acetic acid) with multiple changes. Cells were dropped onto chilled slides and air-dried prior to staining with 2.5% w/v Giemsa solution (Sigma).
Metaphases were analyzed using a Zeiss AxioImager.A1 upright epifluorescent microscope with AxioVision LE 4.6 image acquisition software. For the cell proliferation assay, cells were plated at 10,000 cells/well, treated in the absence or presence of various concentrations of MMC for 48 h and the CellTiter 96® AQ ueous One Solution Reagent (Promega) was added directly to cultured cells, incubated for 2 h and the absorbance at 490 nm was measured with a 96-well Bio-Rad 680 microplate reader. For the MMC survival assay, cells were plated at a density of 10,000
cells/well in 6-well dishes and treated with MMC the following day for 7 days. Cells were then fixed with 10% v/v methanol and 10% v/v acetic acid, stained with 1% w/v crystal violet in methanol, extracted with 0.02% SDS in methanol, and the absorbance at 595 nm was measured 4 with a 96-well Bio-Rad 680 microplate reader.
In vitro phosphatase assays
Recombinant FANCM and PTEN were purified as previously described 1, 2 . 20 µL reactions containing FANCM (0.2 µg) and/or PLK1 (Invitrogen, 0.2 µg) were incubated with 50 µM 32 P-ATP in reaction buffer (50 mM Tris, pH7.5, 10 mM MgCl 2 , 2 mM EDTA, 1 mM TCEP) for 30 min. PTEN (0, 0.1, 0.3, 1 µg) was added together with PLK inhibitor BI-2356 (to stop additional phosphorylation from occurring and ensure only dephosphorylation was being measured)
followed by another 30 min at 30°C. Then sample-loading buffer (Invitrogen) was added to stop the reaction. After SDS-PAGE, the gel was stained with Instant BLUE (Expedeon), dried and exposed to radiographic film. 
